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Stability of HA-hGH at 37°C in cell culture media 
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Figure 1 
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Stability of HA-hGH in cell culture media 
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Nb2 Cell Proliferation Assay (24hrs) 
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Figure 3A 
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Figure 3B 
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Figure 4 
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Figure 8. The HA-EFNct expression cassette in pSAC35 The expression cassette 
compnses 

PRBX promoter, trom 5. cerevisiae. 

Fusion leader, first 19 amino acids of the HA leader followed by the last 6 ammo acids ot 
the MFct-l leader. 

HA-LFNa coding sequence with a double stop codon (TAATAA) 

ADH\ terminator, from S. cerevisiae. Modified to remove ail the coding sequence 

normaly present tn the Hind III Bam HI fragment generally used. 



Figure 8 
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Localisation of 'Loops' based on the HA C rvstal Structure 
which could be use d for Mutation/Insertion 



1 3AHF3EYAHR FF3 EGEENFK A33Y3 1 AFAC. Y 3QQCFFE3HY K3YMEYTEFA 

HHHHH HHH HHH -ri-H-H-yi}^ r.~~^ y}m]i}i}i^~~ 

I II III 

5 1 :<"• 3YA DESAE N C3 K3 LHT-r G3K3C TVATL RETYGE MA3C C AKOEP ERNE 

HHHHH HHHHH HHHHH HHHH H HHHH 

i;i CFLQHKDDN? N3FR3YRFEY DVyCTAFHCN E F T F 3 K K Y 3 Y E IAREHPYFY 

HHHH H HHHHHHHH HHHHHHHHH HHHHH 

IV 

15 1 A ? E 1. 1. F F A X R Y FAA FT EC C O AADKLAA C L L ? K33E3P33EGK A3 3 A KQR3 X 3 

HH^^^iriH HHHEHHHHHH HHHHHHHHHH 

V 

2 31 A31CKF3ERA F31AWAYAR33 QF.FPKAEFAE YSX3YT3LTK YHTE33HGDL 

-^H^ HH ^ri-^iHK-KH HH HHH HHHHHHHHHH HHHHKK HH 

VI VII 

2 s : lecatjd rat l a x y : c enods issk lke c c e kpl l e k s h c : a e y e n 3 e m fa 

HHHHHHHHHH ^ri~K HHHHH HHHHHHH H 

30 1 D3FS3AA3FY E3K3>YC?G3YA EAK3YF3GMF 3YEYARRHP3 YSYY33LRLA 

HHHH HH^n^ri birlH^K^hi HHHHHH HHHHHHHH 

VIII 

351 K3YETT3EKC C AAADP HECY AHYFDEFK? L YEEPQN3IXQ NCELF EQLGE 

HHHHHHHHHH HH H HHHHH Hrln-^HHH^rl HlinHHHH 

IX 

4 3 l Y K F Gj N A L 1 V R Y T X XY FQVST ? T 3 V E V S R M L G KYG 3 X 3 3 KH PE AKRMP C A E 

riHHHHHHHHH HHHH H HHHHHHHHHH HHH HHHHHHHH 

X XI 

4 3 1 3 Y 3 3 YY 3 M Q 3 CVL HE KTPVS DRVTKG CT ES LVNR R P F 3 F 3 A 3 EYDET Y Y ? X 

5;i EF>;AETF7FH A3:2T33EXE ECIXXCjTAC.Y E3YXHXPXA7 HEG.LKAYMG3' 

HHH HHH ^~:iX:AZ~^~ ::HH HHHHHHHH 

XII 

5 5 1 FAA FY E X 3 C K ADDKET G F A E E 3 K X 3 Y AA. 3 3. AA 33 3 

HHHHHHHH HHHH HHHHHHHHHH HH 



Loop Loop 
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Figure 9 




10/18 



Examples of Modifications to Loop IV 



a. Randomisation of Loop IV. 

IV 

151 ArELl.rFAKR Y KAA :TE 2CQ AAD KA A 2 1- L ? Ki- 2^ E h R D E 25 K AoSAK^RlKC 



LSI A.FELL F FAr'R Y KAA FT ?. Z C X XXXXX X TIL? KTCELRITEGK A33AK0RLK2 
H H H H H H H H r i H ■-IHHHKHHKH MHHHH HHHHHKKHKH HKVl]^~~lri~X 



X rep re s er. is the mutation c: the r.ar.-ral amino acid to any 
other aT.ir.c acid. One, mere cr aii of the amino acids car. 
be changed m this manner. This figure indicates ail the 
residues have beer, changed. 

b. Insertion (or replacement) of Randomised sequence into Loop IV. 

■ x ■ ., 

I 

IV 

151 A F E 2. 2. r F A KR YKAAFTECC Q AADKA ACTh? K22DELR2) Ei»?'. A S 3 A K C_ R 2. K C 
HHHHHKHKHH H™HH:i™H HI* HHHHH HHHHHHHHHH HHHHHHHHHH 

The insertion can oe at any ;:o;r.: or the iocp and the 
length a length where n vou '.. i typically be 6, i, 12, 20 
:r 2^ . 



Figure 10 
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Figure 11 
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